Background: The role of vitamin E in breast cancer prevention and treatment has been widely investigated, and the different tocopherols that comprise this nutrient have been shown to have divergent associations with cancer outcome. Our previous studies have shown that α-Tocopherol-associated protein (TAP), a vitamin E binding protein, may function as a tumor suppressor-like factor in breast carcinogenesis. The current study addresses the association of TAP expression with breast cancer clinical outcomes. Methods: Immunohistochemical stain for TAP was applied to a tissue microarray from a breast cancer cohort consisting of 271 patients with a median follow-up time of 5.2 years. The expression of TAP in tumor cells was compared with patient's clinical outcome at 5 years after diagnosis. The potential role of TAP in predicting outcome was also assessed in clinically relevant subsets of the cohort. In addition, we compared TAP expression and Oncotype DX scores in an independent breast cancer cohort consisting of 71 cases.
Background
Breast cancer is the most common malignant tumor in women worldwide, comprising 16 % of all female cancers. Epidemiological studies have shown that vitamin E has a potential utility in the prevention and treatment of human malignancies, including breast cancer [1] [2] [3] . However clinical trials on the effectiveness of dietary supplementation with vitamin E or α-tocopherol, the principle and most active vitamin E isoform in human plasma, as an aid in the prevention of cancer have not produced evidence of a consistent association with decreased cancer occurrence [4, 5] . The inconstancies between epidemiological studies and intervention trials may be due to differing roles for the tocopherols that comprise vitamin E or unexplained genetic diversity in the study populations affecting how they utilized vitamin E. Our previous studies have shown that α-Tocopherol-associated protein (TAP), a vitamin E binding protein [6] , is selectively expressed in human breast, prostate, liver and brain tissue and its expression can be evaluated by immunohistochemical staining [7, 8] . We have shown that, while TAP can facilitate vitamin E retention in cancer cells and promote vitamin E-mediated anti-proliferation effects, it can also act as a tumor suppressor-like protein in a vitamin E-independent fashion. Overexpression of TAP in prostate cancer cells was shown to suppress cell growth; and a TAP siRNA knockdown in a prostate cell line led to increased cell growth [7] . In human breast, we identified that TAP is typically co-expressed with ER in sporadic normal/benign luminal cells in terminal ductal lobular units, and that TAP showed decreased expression in 57 % of invasive breast carcinomas, including 46 % of ER and PR positive carcinomas, and 80 % of high grade carcinomas [9] . Another study has shown that TAP mRNA level is negatively associated with tumor stage and lymph node status in breast cancer [10] . TAP expression therefore may be a candidate for a marker of less aggressive breast carcinoma.
Despite the advances in multidisciplinary treatment, breast cancer remains the second most common cause of death related to cancer in women. In addition to the routine pathologic characteristics of breast cancer, such as tumor size, grade, vascular invasion, lymph node metastasis, ER/PR/Her2 status etc., genes which may have an association with tumor biology and help in predicting recurrence, therapeutic response and survival have been studied widely. Currently there are at least nine gene expression signatures showing some correlation with certain clinical breast cancer outcomes [11] [12] [13] [14] [15] [16] . The genes included in these panels are diverse but largely related to cell cycle regulation and proliferation, the ER pathway, and to a lesser degree, the immune system. Although these gene panels have similar outcomes performance, they exhibit a large degree of discordance in the assignment of a particular breast tumor to a specific prognostic group [11] . More accurate prognostic predictive gene signatures will depend on better understanding of the genes specifically involved in breast cancer carcinogenesis.
To further investigate if TAP expression is associated with clinical outcome in breast carcinomas, we studied TAP expression in a breast cancer cohort of 271 patients diagnosed with invasive breast carcinomas with median follow up time of 5.2 years. In addition, in an independent cohort of 71 breast cancer cases, we compared TAP expression with the Oncotype DX recurrence score to determine if there was a correlation between TAP expression and this clinically available multigene prognostic/predictive assay. One hundred fifty four patients had negative lymph nodes, while 118 patients had positive lymph node(s). One hundred thirty two patients had received chemotherapy plus hormonal therapy, while 156 were untreated or treated with hormonal therapy only. No patients had been treated with Herceptin. Thirty six tumors were grade 1, 106 were grade 2 and 93 were grade 3. Within this cohort, 271 patients had complete follow-up and TAP expression data. The composition of this set of patients is as shown in Table 1 .
An independent cohort of 71 invasive breast carcinomas for which Oncotype DX (Genomic Health, Inc.) recurrence scores had been determined were identified from the files of the Department of Pathology and Laboratory Medicine at Strong Memorial Hospital (Rochester, NY). All cases were hormone receptor positive, Her2 negative, and lymph node negative. A representative whole tissue section was cut from each tumor. This study was approved by the Huntsville Hospital Institutional Review Committee. Archived tumor samples were provided by the Clearview Cancer Institute of Huntsville Alabama and corresponding anonymized patient data was provided via an institutional review board-approved database. An IRB exemption for the use of the tissue samples was granted by the Huntsville Hospital Institutional Review Committee as all patient data were a) anonymized, b) consent was unnecessary, and c) only excess tissue was used.
Tissue arrays were processed as previously described [17] . TAP antibody was generated in house as previously published. Immunohistochemical staining for TAP was performed on tissue micro-array and whole tissue sections with the method we described previously [8] . TAP expression was classified as positive or negative, with positive expression defined as any cytoplasmic and/or nuclear staining (Fig. 1) . Commercial antibodies for ER, PR, and HER2 were stained by a commercial service (US Labs Inc). ER and PR were considered positive if at least In assessing association with outcome, the likelihood ratio test was used in univariate analyses, and the Wald test for multivariate models. All p values are presented as two sided, with a value of less than 0.05 being considered significant.
Results
In the CCI breast cohort of 271 breast carcinoma samples, we observed positive TAP staining in 88 (32 %) and negative staining in 183 (68 %) tumors. Consistent with our previous findings, we found that ER+/PR ± tumors are more likely to exhibit TAP expression than hormone negative tumors (Table 2) . Overall, patients with TAP-positive tumors had a lower 5-year recurrence rate (N = 271, p = 0.002) and better 5-year survival rate (N = 264, p = 0.010) (Fig. 2a, b) . This positive association with outcome was conserved in all ER-positive tumors, regardless of PR status (5 year recurrence, HR = 0.35, p = 0.02, 5 year survival, HR = 0.141, p = 0.014) (Fig. 3a, b) . This association was (Fig. 3c,  d) . In triple negative patients the association remained non-significant, though low patient numbers (N = 25) makes it difficult to draw conclusions from this subset analysis. Exploratory analysis showed that the association with outcome was even stronger in node-positive patients (5-year recurrence: N = 118, p = 0.0001; 5-year survival: N = 114, p = 0.0036), but it was not significant in nodenegative patients (5-year recurrence: N = 151 and p = 0.98; 5-year survival: N = 150 and p = 0.72) (Fig. 4a-d) . Within PR subsets (ER+/PR-and ER+/PR+), TAP did not have a significant association with recurrence (p = 0.102 and 0.098, respectively), though the hazard ratio remained low. Furthermore, TAP was independent of PR when assessed as a multivariable model (data not shown).
In an exploratory multivariate analysis of TAP status and common clinical variables, TAP was independent of age, stage, hormonal therapy and chemotherapy status with 5 year recurrence as the outcome measurement in all patients (Table 3) . TAP was not independent of grade, which suggests that grade and TAP were measuring a shared aspect of cell biology. Indeed, there was a significant negative association between grade and TAP (p < 0.0001 via chi-square). TAP positive tumors were more likely to represent low grade tumors compared to TAP negative tumors. In patients with ER+/PR ± tumors, TAP expression was independent of stage and age in predicting 5 year recurrence; while in patients with ER+/PR±/Her2-tumors, TAP was not independent of stage (5 year recurrence HR = 0.18, p = 0.110). However, only 81 patients were included in this subset. When looking at 5 year survival, TAP expression was independent of age and stage, but not chemotherapy status or tumor grade.
In the study of tumors with a known Oncotype DX recurrence score, TAP was positive in 47 of the 71 tumors (Table 4) . There was no association observed between TAP expression and Oncotype DX recurrence risk using a Fisher's exact test (P = 0.60).
The limitation of the study includes relatively small sample size in the CCI breast cohort and Oncotype DX cohort. Ki67 labeling index data and the status of vascular invasion were not available for analysis.
Discussion
Genes involved in cell proliferation have been shown to comprise a major component of many of the available gene expression signatures used to predict clinical outcome in breast cancer patients [11] [12] [13] [14] [15] [16] . TAP has also been implicated in the control of cellular proliferation and other aspects of tumor growth. Researchers demonstrated that vitamin E derivatives can inhibit cell proliferation and colony formation of breast cancer cell lines, and induce apoptosis of the tumor cells [18] [19] [20] [21] . As a vitamin E binding protein, TAP can promote vitamin E retention and thus increase its concentration in cells. Our previous studies have demonstrated that TAP can promote vitamin E-induced inhibition of tumor cell Fig. 4 The association between TAP expression and better prognosis was even stronger in node-positive patients in 5 year recurrence (a) and survival (b), but was not significant in node-negative patients in 5 year recurrence (c) or survival (d) proliferation and also regulate tumor cell growth in a vitamin E-independent fashion [7] . We also showed that TAP is selectively expressed in normal/benign breast luminal epithelium, but not in many other organ systems [8] . TAP expression is down-regulated at the mRNA and protein levels in several human breast cancer cell lines and in human breast carcinomas compared to a nonmalignant cell line and to normal/benign breast tissue. We extended these observations in current study, which showed that TAP expression is associated with an overall more favorable outcome, both in terms of tumor recurrence and survival rate in breast cancer patients. These findings, taken together, suggest that TAP is a regulator of cell proliferation that can affect breast carcinogenesis and tumor prognosis.
Breast cancer is a heterogeneous group of diseases. The biological features and clinical behavior of individual tumors are frequently different, even within the morphologically low grade, ER+/PR+/Her2-subtype, which is generally considered to be a group with a better prognosis. It is important to identify novel markers which can predict clinical outcomes in this group. We have reported that TAP is co-expressed with ER in the normal/ benign breast luminal epithelium of terminal ductal lobular units, where breast carcinogenesis is most likely to be initiated, and that TAP is down regulated in 46 % of ER and PR positive breast carcinomas, indicating that the loss of TAP expression may be associated with the process of hormonal carcinogenesis [9] . Here we have demonstrated that TAP expression in ER+/PR±/Her2-tumors is associated with a significantly better 5-year recurrence free and survival rate. This finding could be clinically significant in terms of further predicting tumor Several studies have demonstrated a protective effect of vitamin E on the occurrence of several cancers (for review see [3] ). However clinical trials have found little support for dietary supplementation [23] . The disparity of these results could be due to vitamin E not being cancer preventive at the supra-nutritional level, significant roles for other vitamin E isoforms, such as γ-and δ-tocopherols [24] , or genetic diversity among dietary intervention trial participants contributing to unrecognized heterogeneity in how they utilized vitamin E. Our study found considerable heterogeneity among the tumors in expression of TAP, the vitamin E binding protein, and its significant association with cancer progression. This finding suggests a possible role for TAP in the interplay between vitamin E and cancer progression. Stratification of trial participation by TAP expression may be an interesting and important aspect for the elucidation of how dietary vitamin E supplementation may affect cancer risk and prognosis.
Conclusions
In summary, we demonstrated that TAP, as a proliferationrelated gene in breast carcinogenesis, is associated with a better 5-year clinical outcome, particularly in node-positive and ER+ breast cancer patients. TAP may serve as a prognostic marker, especially in those patients with ER+ low grade breast cancers, and may also serve to stratify studies assessing the role and utility of vitamin E or α-tocopherol supplementation for the prevention of cancer.
